When d is -0, -1, and -2, the fluorescence signal is decreased. We assume that this reduction is attributed to the fluorescence resonance energy transfer (FRET) from Cy3 to protein based on the fluorescence quenching capabilities of streptavidin. In contrast, as d changes from -2 to -3, the significant fluorescence enhancement is observed, which is attributed to the PIFE that out-performs FRET in this range. These results are supported by the paper of Hwang et al. in which the authors found that the efficiency of PIFE is largely dependent on the distance between protein and fluorophore S5 . In this paper, the efficiency of PIFE is drastically increased from 2 base pair (bp) to 1 bp, clearly confirming that PIFE is quite sensitive to the very short distance (e.g., a single bp). 
